Hence, n is central to both the dark and light reactions of photosynthesis. Genotypic variation in canopy greenness provides insights into the variation of n and chlorophyll concentration, photosynthesis rates, and n 2 fixation in legumes. The objective of this study was to identify significant loci associated with the intensity of greenness of the soybean [Glycine max (L.) Merr.] canopy as determined by the Dark Green Color Index (DGCI). A panel of 200 maturity group IV accessions was phenotyped for canopy greenness using DGCI in three environments. Association mapping identified 45 SNPs that were significantly (P ≤ 0.0003) associated with DGCI in three environments, and 16 significant SNPs associated with DGCI averaged across all environments. These SNPs likely tagged 43 putative loci. Out of these 45 SNPs, eight were present in more than one environment. Among the identified loci, 21 were located in regions previously reported for N traits and ureide concentration. Putative loci that were coincident with previously reported genomic regions may be important resources for pyramiding favorable alleles for improved n and chlorophyll concentrations, photosynthesis rates, and n 2 fixation in soybean.
Soybean [Glycine max (L.) Merr.] is one of the most widely grown crops in the world, and the economic value is primarily derived from the high oil and protein concentrations of the seed. With a protein concentration of around 40%, soybean plants must acquire a large amount of nitrogen (N) 1, 2 . In the absence of inorganic N in the soil, symbiotic N 2 fixation provides N to soybean. Nitrogen fixation reduces N 2 into biologically useful ammonia (NH 3 ) and is carried out by Bradyrhizobium japonicum bacteria that live symbiotically in root nodules.
Nitrogen plays a key role in leaf physiology and metabolism because it is a major component of RuBisCO, Photosystems I and II, and chlorophyll; hence, N is central to both the dark and light reaction of photosynthesis 3 . A large amount of N is allocated to the chloroplast (approx. 75%) for synthesis of the photosynthetic apparatus 4 . Leaf N and chlorophyll concentrations are positively correlated across a large range of plant species including maize (Zea mays L.) 5 , rice (Oryza sativa L.) 6 , soybean 7, 8 , cotton (Gossypium hirsutum L.) 9 , and wheat (Triticum aestivum L.) 10 . Likewise, there are clear positive relationships between leaf N concentration and photosynthetic rate 7, [11] [12] [13] [14] [15] . On one hand, a positive correlation between leaf photosynthetic rate and chlorophyll and N concentrations indicates that greener plants would expectantly have higher photosynthesis 12 . On the other hand, reduced chlorophyll concentration can be positively associated with canopy photosynthetic rates 16 and leaf photosynthetic rates 17 . Recently, Walker et al. 18 used a modelling approach to simulate canopy photosynthesis of genotypes with a range of chlorophyll concentrations, including a chlorophyll-deficient mutant, and found that while canopy photosynthesis may not increase when chlorophyll concentration is reduced, reducing chlorophyll concentration and thus leaf N should be possible while maintaining canopy photosynthetic rates. Variation in canopy greenness among genotypes may provide indirect information on the variation in chlorophyll and N concentrations, leaf Materials and Methods field experiments. The panel of 200 MG IV soybean accessions used for this study consisted of 100 accessions, representing the most genetically diverse accessions (out of 373 accessions) used for previous mapping studies by Kaler et al. [30] [31] [32] . An additional 100 MG IV accessions were selected from the USDA Soybean Germplasm Collection, based on the estimated breeding values for phenotypes determined from previous association mapping studies [30] [31] [32] . These diverse accessions originated from 10 different nations including South Korea, China, Japan, North Korea, Georgia, Russia, Taiwan, India, Mexico, and Romania ( Supplementary  Table S1 ). Accessions were evaluated in three environments: the Main Arkansas Agricultural Research Center in Fayetteville, AR (36.15°N, −94.28°) (denoted as "FY") on a Captina silt loam (Fine-silty, siliceous, active, mesic Typic Fragiudults), the Pine Tree Research Station in Colt, AR (35.12°N, −90.92°) (denoted as "PT") on a Calloway silt loam (Fine-silty, mixed, active, thermic Aquic Fraglossudalfs), and the Rohwer Research Station in Rohwer, AR (33.80°N, −91.28°) (denoted as "RH") on a Sharkey silty clay (Very-fine, smectitic, thermic Chromic Epiaquerts). Sowing dates were 7 June 2018 (FY and PT) and 31 May 2018 (RH). Seeds were sown at a density of 37 m −2 at a 2.5-cm depth. At FY, plots were 4.57 m long and two rows wide with 0.76 m row spacing. At PT and RH, seeds were sown with a drill (19 cm row spacing), and plots were 1.52 m wide and 4.57 m long. At the PT and RH, the experiment was conducted as an augmented incomplete experimental design with six replications. The FY experiment was conducted with one replication.
Dark green color index (DGci) determination. Aerial images were captured using the factory-installed camera (2.54 cm, 20 mega pixel CMOS sensor) of the DJI Phantom 4 Pro (www.dji.com/phantom-4-pro) unmanned aerial system (UAS) which was flown approximately 30.5 m above the ground. The UAS was programmed to collect images with an 80% overlap on the front and sides using Ground Station Pro software from DJI (Shenzhen, China) operating in the '3D Map' mode. The shutter speed was set to 'auto' and was programmed to take images at equal time intervals (2 s) with the camera in the nadir position. Image resolution with these settings was approximately 0.8 cm pixel −1 . Measurements were made 54 (RH), 48 (PT), and 55 (FY) days after sowing when plants were in full bloom and canopies were completely closed. Flights were made between 1100 and 1400 h on days with clear skies. Images were stitched together to form an orthomosaic using Agrisoft Photoscan Professional (www.agrisoft.com). Also included in the image were boards painted with dark green or yellow circles measuring 1 m in diameter. The painted boards had known DGCI values of 0.5722 (green) and 0.0733 (yellow) and served as internal standards for DGCI determination 5, 8 . Orthomosaic images were analyzed using FieldAnalyzer software (https://www.turfanalyzer.com/field-analyzer), which was used to extract DGCI values for each plot. Software used the hue (H), saturation (S), and brightness (B) values from a digital image to determine the DGCI value 21 as shown in the equation below:
Statistical analysis of DGci phenotypes. The PROC UNIVARIATE and PROC CORR procedures, (α = 0.05) of SAS version 9.4 (SAS, Institute 2013) were used for descriptive statistics and Pearson correlation analysis, respectively. We used the PROC MIXED procedure (α = 0.05) of SAS 9.4 for analysis of variance (ANOVA) using a model suggested by Bondari 33 ,
where µ is the total mean, G i is the genotypic effect of the i th genotype, E j is the effect of the j th environment, GE ( ) ij is the interaction effect between the i th genotype and the j th environment, B k ij ( ) is the effect of replication within the j th environment, and ε ijk is a random error following σ N(0, ) e 2 . Broad sense heritability on an entry-mean basis was estimated using PROC VARCOMP of SAS 9.4 and the Restricted Maximum Likelihood Estimation method. For RH and PT, and across all environments, the Best Linear Unbiased Prediction (BLUP) values were estimated using the PROC MIXED procedure, and BLUP values were used in association mapping analysis. Marker-based narrow sense heritability (h 2 ) was estimated to understand the variation and trend of predictive ability across traits 34 using the GAPIT R 35 package.
Genotyping and linkage disequilibrium. Single nucleotide polymorphism markers for all 200 accessions were obtained from Soybase (www.soybase.org), providing 42,509 SNPs 25, 36 . Genotypic data were cleaned to remove monomorphic markers, and markers with minor allele frequency (MAF) < 5%. Markers with a genotype missing rate >10% were also removed and remaining missing markers datasets were imputed using an LD-kNNi method, which is based on a k-nearest-neighbor-genotype method 37 . A total of 34,680 SNPs were left for association mapping. Linkage disequilibrium (LD) between these markers was measured based on squared correlation coefficients (r 2 ) of alleles in the TASSEL 5.0 software 38 . A separate LD was calculated for euchromatic and heterochromatic regions. The LD decay with distance was estimated using nonlinear regression, as described by Hill and Weir 39 . The decay rate of LD was determined as the physical distance between markers where the average r 2 dropped to a value of 0.25.
Genome-wide association analysis. Several statistical models are used for genome wide association mapping. A key consideration for selecting a model is how well it can effectively control false positives that arise from population structure and family relatedness. The Mixed Linear Model (MLM) has often been considered the most popular approach as it considers population structure and family relatedness 22, 40 . Since the first publication of MLM for genome wide association mapping 22 , many other MLM-based methods have been developed 40 . These models fail to match the true genetic model of complex traits, which are controlled by many loci simultaneously. Because all of the MLM methods are single-locus and test one marker at a time, they are likely to increase the number of false negatives 41 . To overcome this problem, multi-locus models, such as FASTmrEMMAa and FASTmrMLM 41 , ISIS EM-BLASSO 42 , pLARmEB 43 , pKWmEB 44 , LASSO 45 , and FarmCPU 46 , have been developed. FarmCPU 46 uses a multi-locus, linear mixed model and iteratively uses fixed and random models with the most significant markers as covariates. This process helps avoid overfitting, reduces the number of reported significant markers and effectively controls for both false positives and false negatives. FarmCPU uses these built-in routines for controlling population structure and family relatedness and has been used successfully in previous soybean association mapping studies [30] [31] [32] . In this study, two models, MLM and FarmCPU, were used to compare the DGCI association-mapping results averaged across all environments and to determine which model was more effective in controlling false positives and negatives. Recent research has demonstrated that Bonferroni and other correction methods are too conservative and lead to false negatives when using multi-locus mapping methods [47] [48] [49] . Depending upon marker-based heritability 50 , P-values of 0.0001 48 , 0.0002 49 , and 0.0003 47 have been used as appropriate cutoffs in multi-locus association mapping. To consider a SNP significantly associated with DGCI, a threshold value of −Log10 P ≥ 3.5 (equivalent to a P-value ≤ 0.0003), was used as in previous studies [30] [31] [32] 51 and based on the formula developed by Kaler and Purcell 50 . To identify the common significant SNPs present in more than one environment, a threshold value of P ≤ 0.05 was allowed but only if the representative SNP had an association of P ≤ 0.0003 in at least one additional environment. Using the GAPIT package, we estimated marker based narrow sense heritability using an MLM model as described previously 50 .
Candidate gene identification and true breeding value determination. Significant SNPs were used
to identify candidate genes for DGCI. Genes located within the same LD block that were near SNPs associated with DGCI were considered as potential causative candidate genes. The gene ontologies (GO) associated with candidate genes in the G. max genome assembly version Glyma. Wm82.a1.v1.1 and with NCBI RefSeq gene models were obtained from SoyBase (www.soybase.org), and three major GO categories (biological process, cellular component, and molecular function) were assessed. Genes were further classified to be associated with photosynthesis, N metabolic processes and leaf development including aging.
Allelic effect, favorable alleles, and breeding values estimation. We extrapolated DGCI breeding
values for the entire soybean germplasm collection based on calculation of true breeding values as described by Kaler et al. 30, 32 , which were calculated using the allelic effects and favorable alleles estimated from results of our association-mapping. The difference in mean DGCI between genotypes with the major allele and those with the minor allele was taken as the allelic effect. Alleles were considered as favorable if they were associated with an increase in DGCI, regardless if they were drawn from major or minor allelic classes. SNP effects were expressed as a positive value if the allelic effect increased DGCI. Otherwise, if the allelic effect decreased DGCI then it was expressed as a negative value. All positives and negatives allelic values were summed to estimate the true breeding value of each accession. Based on true breeding values, extreme genotypes were identified from the entire genotyped USDA Soybean Germplasm Collections as having predicted very high or low DGCI values within each MG. the presence of multiple favorable QTLs is associated with a high true breeding value whereas the presence of multiple unfavorable QTLs would be associated with a low true breeding value.
Results
phenotype descriptions. We observed a broad range of DGCI values within a single environment and when averaged across all environments (Table 1) . Visually, there were large differences in the intensity of greenness among accessions ( Fig. 1 ). DGCI had a range of 0.41 (PT), 0.28 (FY), 0.31 (RH), and 0.26 (AVG) ( Table 1 ). The Shapiro-Wilk test of normality was performed, which indicated that DGCI data were normally distributed within each environment and when averaged across all environments (P > 0.01, data not shown); skewness and kurtosis also indicated a normal distribution ( Table 1 ). Analysis of variance of DGCI indicated that there were significant effects for genotype, environment, and genotype by environment interactions (P < 0.05). There were significant positive correlations (P < 0.001) for DGCI between all environments ranging from r = 0.46 between PT and FY to r = 0.59 between RH and FY (data not shown).
Broad sense heritability indicates the proportion of phenotypic variation that is explained by genetic effects as a combination of additive effects, dominant/recessive effects, and epistasis. However, marker based narrow sense heritability indicates the proportion of phenotypic variation that is explained by additive genetic effects, and, therefore, is important in plant breeding because the response to selection depends on additive genetic variance. Broad sense heritability for DGCI was moderate to high, ranging from 57% (RH) to 59% (PT) ( www.nature.com/scientificreports www.nature.com/scientificreports/ across all environment, broad sense heritability was 75%. Marker based narrow sense heritability was 44% (PT), 54% (FY), 17% (RH), and 37% when averaged across all environments.
Genotype data and linkage disequilibrium estimation. A total of 34,680 SNP markers were used for association mapping. These SNPs were more dense in euchromatic regions (an average of 78% of all markers) than heterochromatic regions (an average of 22% of all markers). The SNP distribution in the euchromatic region ranged from 45 SNPs per Mb (Gm19) to 68 SNPs per Mb (Gm09). In the heterochromatic region, SNP distribution ranged from 5 SNPs per Mb (Gm20) to 38 SNPs per Mb (Gm18). LD decayed to r 2 = 0.25 averaged across all chromosomes at 175 kb in the euchromatic region as compared to 5,100 kb in the heterochromatic region. These results were consistent with previous LD decay rates reported for soybean 28, 30, [52] [53] [54] .
Genome-wide association analysis.
Average DGCI values across all environments were used to compare the FarmCPU and MLM models (Fig. 2) . In the FarmCPU model, the Q-Q plot resulted in a sharp deviation from the expected P-value distribution in the tail area, indicating that false positives and negatives were adequately controlled 50 . In contrast, the Q-Q plot for the MLM model did not show a sharp deviation from the expected P-value distribution in the tail area (Fig. 2) . These results are in agreement with previous results 50 , which collectively demonstrate that the FarmCPU provides better control of type I and type II errors than the MLM model. Therefore, for subsequent association mapping, we only report results for FarmCPU.
Association mapping for DGCI identified 45 significant SNPs in at least one of three environments at a significance level of −Log10 (P) ≥ 3.5; P ≤ 0.0003 ( Fig. 3, Supplementary Fig. S1 , and Table 2 ). Eight out of the 45 SNPs were present in more than one environment. Association mapping identified 16 significant SNPs associated with an averaged DGCI across all environments at a significance level of −Log10 (P) ≥ 3.5; P ≤ 0.0003 ( Fig. 3 and Table 2 ). Significant SNPs, which were closely spaced and present within the same LD block, were considered as one locus, and out of the 45 significant SNPs from three environments and 16 significant SNPs from the averaged DGCI across all environments, there were 43 putative loci (Table 2, Fig. 3) .
The allelic effect for the 45 significant loci from three environments and 16 significant loci for an average DGCI across all environments ranged from −0.045 to 0.109 and from −0.037 to 0.061, respectively ( Table 2) . Eight out of the 45 SNPs, which were present in more than one environment, had allelic effect in the same direction. The percentage change in DGCI value due to the allelic effect was calculated by dividing the absolute value of the allelic effect with the phenotypic range and then multiplying by 100. The percentage change in DGCI associated with a specific allelic effect ranged from 0.2% to 26.6% for three environments and from 0.4% to 23.5% for the average DGCI across all environments. There were 27 SNPs from three environments and 11 SNPs based on the average DGCI across all environments that had a 5% or greater change due to allelic effect.
Allelic effects of all significant loci were used to calculate the true breeding values for DGCI of the entire USDA soybean germplasm collection. Table 3 lists the two accessions from each MG that have the highest and lowest true breeding values for DGCI. These likely represent new genetic sources for improving canopy photosynthesis by optimizing canopy-level light interception in association with leaf N distribution within the canopy. To potentially improve DGCI and N status, a breeding strategy could utilize the information on the favorable alleles with the largest allelic effects ( Table 2) with SNP data for specific accessions (https://soybase.org/snps/index.php) to introgress those favorable alleles into elite backgrounds.
Candidate gene identification.
Genes were considered as potential candidates when they were present within ±175 kb of a significant SNP in euchromatic regions or within ±5,100 kb in heterochromatic regions. These distances represent the distance at which LD decayed to an r 2 = 0.25 in the euchromatic and heterochromatic regions. There were 58 candidate genes associated with DGCI, and these genes are annotated for their 
Discussion
The phenotypic variation of canopy greenness using aerial DGCI measurements was determined in a panel of 200 MG IV soybean accessions in three environments. The DGCI varied widely among genotypes, which is important for successful association mapping 24, 55 . Significant positive correlations for DGCI between environments and a moderate to high broad sense heritability indicated that DGCI was a relatively stable trait across environments. Marker based narrow sense heritability estimates were moderate to low, which would be expected for a trait, such as DGCI, that is controlled by multiple genes (as indicated in this study) and affected by environment. Low narrow sense heritability estimates indicate that selection for phenotypes in traditional breeding programs would be optimally carried out on pure-lined material and with testing in multiple replications and environments. However, the putative markers identified in this study for DGCI may allow for more rapid progress in breeding than would be expected from traditional approaches.
Similar to the previous studies by Kaler et al. 30, 31 , the distribution of SNP markers for these 200 accessions varied across genomic regions having fewer gaps in euchromatic regions than in heterochromatic regions. The extent of LD decay in euchromatic and heterochromatic regions was used in this study for gene identification, as was used previously 56 whereby genes within the same LD block as a QTL were considered as potential candidate genes.
Of the 45 SNPs significantly associated with DGCI in three environments ( Fig. 3 and Table 2 ), 30 major alleles were linked with an increase in DGCI value ( Table 2) . One locus on Gm15 that had the largest positive allelic effect (0.109) was close to Glyma15g40911, which encodes a protein for 2-oxoglutarate and Fe (II)-dependent oxygenase that has a biological function associated with nitrate transport ( Supplementary Table S2 ). Another locus on Gm05 that had the second largest positive allelic effect (0.071) was present close to a gene, Glyma05g27840, which codes for a urease annotated as involved with N compound metabolic processes ( Supplementary Table S2 ). A total of 15 minor allele loci identified were associated with an increase in DGCI ( Table 2) . Of those, one locus on Gm20, with the largest negative allelic effect (−0.045), was present within the coding region of Glyma20g29850, which codes an oxalate-CoA ligase annotated as involved with nitrate transport ( Supplementary Table S2 ).
Of the16 SNPs significantly associated with DGCI averaged across all environments, 12 major alleles and four minor alleles were associated with increased DGCI. A major allele on Gm07 that had the largest positive allelic Figure 3 . Location of SNPs significantly associated with a dark green color index (DGCI) in three environments and an average across all environments with identified significant SNPs for nitrogen traits 28 and ureide concentration 29 . Yellow oval represents the genomic regions where DGCI was coincident with loci associated with ureides or nitrogen concentration. www.nature.com/scientificreports www.nature.com/scientificreports/ effect (0.061) was located close to Glyma07g32010, which codes a MAC/Perforin domain-containing protein with a biological function involved with ammonium transport ( Supplementary Table S2 ). A minor allele on Gm20 that had the largest negative allelic effect (−0.037) was located close to a gene Glyma20g23750, which codes a transmembrane transporter annotated as involved in purine nucleobase transport ( Supplementary Table S2 ). Based on the biological functions of these genes, these identified genomic regions and genes are likely determinants of canopy greenness in soybean, and the associated accessions identified in this study with high DGCI may be important resources for incorporating these favorable alleles into new soybean cultivars. This is the first study identifying QTLs for canopy greenness or DGCI in soybean and complements association mapping studies of chlorophyll traits 57 , N traits 28 , and ureide concentration 29 in soybean. Loci identified as associated with DGCI in this study were compared with previously reported genomic regions associated with N traits and ureide concentration. We found 21 chromosomal regions that coincide with previously reported genomic regions on Gm01 (1), Gm02 (1), Gm03 (1), Gm05 (1), Gm07 (2), Gm09 (1), Gm10 (2), Gm11 (1), Gm12 (2), Gm13 (1), Gm14 (2), Gm15 (1), Gm16 (1), Gm18 (1), Gm19 (2), and Gm20 (1) (Fig. 3) . Interestingly, locus 33 on Gm15 (Table 2) , which had the largest allelic effect (0.109) and percent change in DGCI value (26.6%) due to allelic effect, also was associated with chlorophyll a/b ratio 57 and was coincident with genomic regions identified for N traits 28 and ureide concentration 29 . These genomic regions had genes with annotated biological functions associated with nitrate (loci 1, 3, 10, 24, 27, 34, 36, 43) or ammonium transport (locus 11), photosystems (loci 9, 12, 21, 37, 38, 40) or response to light (loci 6, 13, 22, 28, 35, 36) , leaf senescence (loci 5, 10, 20, 23), chlorophyll biosynthetic processes (loci 27, 30, 33, 36, 39) , stomatal complex morphogenesis (loci 32, 41), and purine transport (loci 17, 21, 28, 30, 42) ( Supplementary Table S2 ). These coincident genomic regions for DGCI, ureide concentrations, and N traits may indicate the stability and importance of these loci for canopy chlorophyll and N characteristics. These regions of the genome warrant further investigation, particularly as related to optimizing canopy-level light interception and leaf N distribution to enhance canopy photosynthesis and N use efficiency.
All of our aerial DGCI measurements were collected at full bloom. We have not made comparative measurements of DGCI among genotypes in earlier vegetative stages, but this could potentially provide important information regarding early-season nitrogen acquisition through either nitrogen fixation (on soils with low organic matter and mineralized N) or nitrogen fixation (in soils with low amounts of available N). During seedfill, aerial DGCI measurements in soybean decline 8 . The decrease in DGCI values is accelerated in response to drought. Utilization of aerial DGCI measurements may provide a high throughput method of identifying soybean maturity and of characterizing a shortening of the seed fill period in response to drought 8 .
conclusions
This was the first study to map soybean canopy greenness using aerial DGCI measurements. Moderate to high broad sense heritability indicated that DGCI was a relatively stable trait across environments and can be used in soybean breeding programs. We found 45 significant SNPs associated with DGCI in three environments and 16 significant SNPs associated with DGCI averaged across environments. These SNPs likely tagged 43 putative loci. We confirmed 21 chromosomal regions associated with DGCI that were coincident with previously reported genomic regions for chlorophyll a/b ratio, N traits, and ureide concentration. We found 58 candidate genes and 38 of these genes had biological functions associated with nitrate transport, chlorophyll, photosynthesis, purine transport, leaf aging and development, N metabolic process, and ammonium transport. Significant loci that were coincident with previously reported genomic regions, and significant loci that were present in more than one environment, may be an important resource for pyramiding favorable alleles to improve N concentration, leaf and/or canopy photosynthesis rates, and N 2 fixation ability in soybean breeding programs.
